Background: Connective tissue growth factor (CTGF), is a secreted matricellular factor that has been linked to increased risk of cardiovascular disease in diabetic subjects. Despite the biological role of CTGF in diabetes, it still remains unclear how CTGF expression is regulated. In this study, we aim to identify the clinical parameters that modulate plasma CTGF levels measured longitudinally in type 1 diabetic patients over a period of 10 years. A number of patients had negligible measured values of plasma CTGF that formed a point mass at zero, whereas others had high positive values of CTGF that were measured on a continuous scale. The observed combination of excessive zero and continuous positively distributed non-zero values in the CTGF outcome is referred to as semicontinuous data.
Background
Diabetes mellitus is a progressive disease of the vasculature, leading to increased risk of both microvascular complications such as diabetic nephropathy (DN) and retinopathy (DR), and cardiovascular disease (CVD), including myocardial infarction and stroke [1, 2] . Emerging evidence points to a mechanistic link between microvascular complications such as DN and DR and increased risk of cardiovascular disease [3] [4] [5] . Since early pathologic events are similar within small and large vessels, it is postulated that common risk markers and mechanisms that initiate and promote vascular damage are involved. One such factor that has been identified as a pathogenic risk determinant for the development of microvascular and cardiovascular complications is connective tissue growth factor (CTGF). CTGF is a secreted matricellular potent chemotactic and extracellular matrix-inducing factor that has been implicated in progression of inflammatory and fibroproliferative disorders [6] . Plasma CTGF levels were independently associated with hypertension, increased albumin excretion rate, increased carotid intima-media thickness, hemoglobin A1c (HbA1c) and circulating levels of lipoproteins [7] . Plasma CTGF was also linked to increased risk of cardiovascular events and mortality in patients with atherosclerotic disease and was associated with plaque stabilization following stroke [8, 9] . Moreover, plasma CTGF levels were shown to predict myocardial infraction in type 2 diabetic subjects [10] . Taken together, these studies suggest that CTGF may have substantial value both as a pathogenic risk marker of inflammation-induced tissue injury and as a therapeutic target.
Despite that the divergent biological effects of CTGF on the vasculature was established, it still remains unclear how CTGF expression is regulated. To gain insights into the factors that modulate plasma CTGF levels, circulating levels of CTGF were measured longitudinally in type 1 diabetic patients over a period of 10 years. Our results indicated that a number of patients had negligible measured values of plasma CTGF that formed a point mass at zero, and other patients had high values of CTGF that were measured on a continuous scale. The combination of excessive zero and continuous positively distributed non-zero values in the CTGF outcome observed in our study is referred to as semicontinuous data [11] . The cause behind the semicontinuous data of plasma CTGF may be attributed to factors or clinical covariates that either promote expression and release of CTGF and/or inhibition of CTGF in diabetic subjects. Hence, it is important to identify the clinical factors that associate with the odds of having detected non-zero CTGF values as well as determining the factors that correlate with CTGF levels. This clinical problem motivated our research work in which we present different models for analysis of the semicontinuous CTGF data considered in this manuscript.
Semicontinuous data is given special attention in the literature due to its widespread occurrence under different settings, and the importance of its appropriate analysis in order to obtain accurate estimates and inferences [12] . Given the mixture of zero and non-zero values, it was intuitive to view the semicontinuous outcome as arising from two different stochastic processes. One process, referred to as the binary part, indicates if the outcome is zero or not, and the second referred to as the continuous part, determines the positive values conditional on the outcome being non-zero. Semicontinuous data are typically analyzed using two-part models wherein the zero process and the continuous values are modeled separately using logistic regression for the binary part and log-normal for the continuous part to ensure prediction of positive values [12] . To analyze longitudinal semicontinuous data, two frameworks were proposed, the two-part mixed models with either correlated or non-correlated random effects in both parts [11] [12] [13] [14] [15] and the other is based on the two-part marginal models [16] , in addition to Smith et al. [17] who proposed a Bayesian inferential approach for a marginalized Two-part model with correlated random effects. Interpretation of the covariate estimates depends on the model's specification. Estimates of the continuous component of the Two-part mixed models are interpreted as having conditional effect on the population average given that the outcome values are positive and non-zeros. However, parameter estimate of a covariate in the continuous part of two-part marginal models, is interpreted as having subject-specific and population average multiplicative effect on the population marginal mean if the corresponding covariate is not a random effect. If intercept is the only parameters included as a random effect in the specification of the overall mean, then all covariates will have a multiplicative effect on the population mean. Traditional approaches such as zero inflated Poisson and zero inflated negative binomial models are mainly implemented to address data with zero mass discrete count outcome and cross-sectional data. Available approaches for semicontinuous data are known to be computationally intensive and sometimes not feasible to implement [15] . Some of the available models involve complex and intractable integration of high dimensional integration over the stochastic processes in the marginal likelihood function rendering them difficult to implement [12] . In this manuscript we present a novel application of different approaches to analyze semicontinuous data with the aim of assessing the effect of clinical parameters on the processes of the zero and non-zero values of CTGF. The approaches considered in this manuscript included marginalized two-part that we extend to accommodate longitudinal repeated measures data, two-part correlated and uncorrelated random effects, and one-part models. These models are advantageous in terms of feasibility of implementation by using available statistical procedures such as SAS proc NLMIXED used for mTP and TP with correlated random effects, and SAS Proc Glimmix for TP with uncorrelated random effects compared to the other available approaches which are complex and computationally intensive [12, 15] and require EM algorithms or Bayesian approaches to be implemented. Another advantage of the mTP when modelled for cross sectional data is that its estimates were consistent and unbiased [18] .
To our knowledge, all studies that centered on CTGF as an outcome applied conventional statistical methods that ignore the zero part and just analyze the non-zero continuous part. Ignoring the zeros will not allow for determining the factors that affect the zero values of CTGF, and information from the zero component will not contribute to the likelihood function, which introduces bias to the estimation process.
The Marginalized two-part model implemented here is an extension of a previous work for cross sectional studies by Voronca et al. [18] that we developed to analyze longitudinal semicontinuous data. This extension of the mTP model to longitudinal data with repeated measures imposes an added level of complexity due to the inclusion of random effects that account for the within-subject correlation. In addition, this extended model incorporates higher dimensional variance-covariance matrix that accounts for the correlations between the random effects of the zero and non-zero processes. In specific, the within-subject correlation is accounted for by including correlated random effects in the binary and continuous parts. Random intercepts in both parts are jointly modeled in a marginalized likelihood function integrated over the random effects. Intercepts are the only random effect included in the overall specification of the mean. The marginal mean is parameterized directly in terms of regression coefficients using both zero and non-zero values and direct interpretation of the covariate effects on the marginal mean can be drawn for the entire population and not conditional on the positive values. The generalized gamma family of distributions known for its flexibility to account for different types of data was incorporated in our longitudinal model. In addition, we considered the special cases of the generalized gamma that include standard gamma, Weibull, and lognormal. Generalized gamma distribution is defined by parameters for the shape and scale that give it flexibility and appropriateness to fit datasets with different skewness and asymmetry.
In the model's section, we start first by describing the generalized gamma family of distributions, and the twopart models for longitudinal data with uncorrelated and correlated random effects. We then describe the marginalized two-part model with generalized gamma and other distributions that stem from this family, and the one-part model that analyzes the whole data with zeros and nonzeros. These models were applied to a cohort of diabetic patients with CTGF measures as the outcome of interest that motivated this study.
Study population
Plasma CTGF levels were measured on 693 subjects from the Diabetes Control and Complications Trial (DCCT)-cohort of type 1 diabetes [19] . The patients enrolled in the DCCT study between 1983 and 1989 and half of the subject population was randomly assigned to conventional diabetes treatment and the other half was assigned to intensive diabetes treatment. In 1993, the DCCT study was stopped when intensive treatment was clearly shown to reduce the risks of microvascular complications [20] . The DCCT study was approved by the Institutional Review Boards of all participating DCCT centers and all participants provided written informed consent. Clinical factors such as blood pressure, HbA1c, lipoprotein, duration of diabetes, and demographic factors such as age, gender, and smoking were all collected on these patients and were used as covariates in our analysis to assess their effects on CTGF levels.
CTGF measurement
Plasma CTGF levels were measured longitudinally at baseline [study entry (1983) (1984) (1985) (1986) (1987) (1988) (1989) ], mid-point of DCCT (1988 DCCT ( -1991 and end of DCCT (1993) with a sandwich ELISA that detects both intact CTGF, and cleaved CTGF to release the N-fragment of CTGF (N + W-CTGF assay). The capture antibody is human anti-human CTGF-domain 1 and the detection antibody is mouse anti-human CTGF-domain 2 (FibroGen, San Francisco, CA, USA). Standard curve was prepared with rhCTGF (CTGF expressed in CHO cells and affinity purified with an anti-CTGF antibody column, FibroGen, San Francisco, CA USA). Absorbance at 405 nm was acquired on a SpectraMax 340PC spectrophotometer and analyzed with SoftMax Pro 4.8 software (Molecular Devices, Sunnyvale, CA, USA). The total CTGF values of the repeated measures (n = 1985) in all subjects throughout the study are plotted in Fig. 1 . The data shows that about 62% (n = 1231) of CTGF levels measured were negligible and close to zero, suggesting that the production and/or release of CTGF into the plasma is inhibited in subjects with zero measured values of CTGF. 
The models
Four models were explored and illustrated: (1) two-part model for longitudinal data with uncorrelated random effects, (2) two-part model for longitudinal data with correlated random effects, (3) marginalized two-part model, and (4) one-part model. We first start by describing the generalized gamma and the distributions that stem from this family which are the gamma, Weibull and lognormal distributions. These different distributions were considered for the continuous part of the Two-part models and the marginalized two-part model. As for the one-part model, these distributions were applied on the entire sample that has both the zero values and the continuous part altogether.
Generalized gamma family of distributions
We describe here the modeling framework of the generalized gamma distribution determined by three parameters for the shape and scale. Specifications of these parameters result in certain distributions such as standard gamma, lognormal, and Weibull. Thus, this family of distributions is appropriate to help understand the dependent variable and the process behind generating its values by comparing the model fit for each of the distributions and to select the best estimates using maximum likelihood approach in a regression framework. The generalized gamma probability density function is specified as such:
(1)
where Γ (.) is the standard gamma function, u = sign(k) log y − µ σ , for shape parameter k, location parameter µ > 0 and scale parameter σ > 0 and
The sth moments of the GG distribution are specified as such:
And mean and variance are respectively
Specifications of σ and k result in different distributions. When σ = k the gamma distribution is obtained, when k = 1 the Weibull distribution is obtained, and when k → 0 the limiting distribution of the generalized gamma reduces to lognormal distribution.
Two-part model for longitudinal data with uncorrelated random effects
The longitudinal two-part model can be described as such:
where Y ij represents the observation for the positive continuous outcome with a point mass at zero for the ith subject at the jth time point, π ij = Pr Y ij > 0 is the probability of being non zero for the ith subject at the jth time point, and f Y ij ; X ′ ij δ is the density function for the positive values of Y ij . The parameterization of this model is done in two parts that are fit separately: In part 1 the binary outcome is modeled as where b 1i represents the random effect intercept that accounts for the within subject correlation pertaining to the repeated measures for the same subject in the zero part
Assuming that the log for the g link function, the location parameter μ ij for the continuous component is modeled in the second part as where b 2i represents the random effect intercept that accounts for the within subject correlation pertaining to the repeated measures for the same subject in the continuous part
The two random effect intercepts b 1i and b 2i in the two process of zero and non-zero are assumed to be independent and uncorrelated. Z ′ ij is the vector of covariates for the ith subject measured at the jth time point for the binary part and X ′ ij is the vector of covariates for the ith subject measured at the jth time point used for the continuous part. The two parts might have common covariates or completely different ones. α is the vector of model coefficients corresponding to the binary part and δ is the vector of coefficients corresponding to the continuous part conditional on the values being non-zero.
The marginal mean and variance of Y ij from a TP model can be derived as such:
When GG is assumed in the continuous part, the marginal mean is
The variance of Y ij corresponding to TP can be obtained using the variance formula in Eq. (10) and the sth moments for GG in Eq. (2). C is defined in Eq. (3) and its specification leads to the different distributions that belong to
the GG family of distributions. For instance, when C = 0 and σ = k then the GG distribution reduces to the TPgamma distribution model for the continuous part; when C(σ ) = log [Γ (1 + σ )] and k = 1 then the TP-Weibull distribution is obtained, and when C(σ ) = σ 2 2 and k → 0 then the TP-lognormal distribution is obtained.
In the binary part, the estimates of the vector of coefficients α represent population based averages for the whole population for the probability of positive values. When taken on an exponential scale, exp (α) can be interpreted as the odds ratio of having positive value for a one unit increase in the corresponding covariate. Meanwhile, in the continuous part the vector of coefficients δ are estimated for only those with positive non-zero values that represent a portion of the data and not the whole sample. When the log link is assumed in the continuous part, then conditional on the observation being non-zero, the exponential of the estimate of δ is the multiplicative change in the value of the outcome when the corresponding covariate increases by one unit. Hence, the binary part provides population estimates for the probability of non-zero, and the continuous part provides estimates for the effect on the population mean given that the value is non-zero.
Two-part model for longitudinal data with correlated random effects
So far it was assumed that the intercepts in the two processes are the only random effect specified in the two-part model and that these random variables are independent. This assumption of independence leads to biased estimates in the regression coefficients and the variance components in the continuous part [21] . To correct this assumption the two random effects are assumed to be dependent and their correlation is included in the model specification and likelihood function. In this case the random effects are assumed to have joint distribution which could be the bivariate normal distribution determined as such:
The binary part provides subject-specific estimates for the probability of obtaining non-zero values, and the continuous part provides subject-specific estimates of the conditional mean of log of the outcome provided the value is non-zero.
The estimation of Z i , X i , and Σ can be estimated by maximizing the marginal of the log likelihood function that is integrated over the random effects that can be described as such:
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Marginalized two-part models (MTP) extended to longitudinal data
The longitudinal form of the probability density function (pdf ) for an MTP model g MTP can be written as such:
where π ij is the probability of non-zero value for the outcome Y ij and is obtained from a logistic model, thus it will take the form of
and β representing the vector of marginal coefficients corresponding to the continuous part of an MTP model, u i represents the correlated random effect intercepts in both parts of MTP
The marginal mean is of the form Solving for the location parameter of the GG distribution in E(Y ij ) expressed in Eq. (11), we get the following parameterization: The binary part provides subject-specific estimates of the probability of having non-zero values for the outcome wherein the exponential of α is interpreted as the subjectspecific odds ratio for having a non-zero response attributed to a one unit increase in the respective covariate. The continuous part provides effects of the estimates on subject-specific and population mean for parameters corresponding to covariates that are not included as random effects in the model's specification. This specification was assumed in the correlated mTP model described earlier.
Parameter estimates in the continuous part will only have subject-specific interpretation if the corresponding covariates are included as random effects. The exponential of the parameter β in the continuous part represents the multiplicative effect on the overall mean for the whole population attributed to a one unit increase in the corresponding covariate X. The continuous component of the correlated marginalized Two-part model provides effects of the estimates on the entire sample, while that of the correlated Two-part model provides estimates of the effect on portion of the sample pertaining to the positive non-zero values.
Statistical estimation and inference for MTP longitudinal models
The general format of the likelihood function can be described as such:
where f represents the pdf of the GG distribution or any other distribution from its family and q is the bivariate normal distribution for the random intercepts. Expressing μ ij in terms of Eq. (16), and π ij as denoted earlier, the marginal likelihood function for the GG distribution can be described as such C is defined in Eq. (3) and its specification leads to the different distributions that belong to the GG family of distributions. For instance, when C = 0, and σ = k the GG distribution reduces to the MTP-gamma where In this likelihood function (Eq. 18), q(u i ) represents the bivariate normal distribution for the random effects with mean vector of zeros and variance-covariance matrix G. The random effects u i are integrated out to get the marginal likelihood function. The log of the marginal likelihood function is then maximized by taking the first derivative with respect to each parameter and setting the equation to zero to obtain the maximum likelihood estimate for each of the fixed effects, α, β, k, σ, G respectively. Empirical Bayes estimators using the adaptive Gaussian quadrature approach [22] was used to obtain predicted values of the random effects u i . The likelihood function for the standard Gamma, lognormal, and Weibull distributions are obtained in a similar manner by just replacing the distribution of the continuous non-zero part by the corresponding probability density function. The asymptotic standard errors are computed using Fisher information after substituting the maximum likelihood estimates for α, β, k, σ, G corresponding to the MTP-GG model:
The marginal likelihood function is maximized using dual Quasi-Newton optimization [23] .
One-part model for longitudinal data
The one-part model does not distinguish between zero and non-zero values in the sense that it assumes that all values are generated from the same process and the concept of having a zero and non-zeros processes as in the Two-part models does not apply here. Hence, the onepart model analyzes both the zeros and non-zeros as one sample and produces parameter estimates for the whole data (for both the zero and non-zero values altogether).
The one-part model can be described as:
, γ is the vector of parameters for the fixed effect covariates W ij . The parameter estimates are generated for the entire sample using approaches such as quasi-likelihood generalized linear models that allow fitting of zero values, or by adding a small constant to the zero values [24] . The one-part model provides estimates of the population-based effects of parameters γ on the overall marginal mean, with the exponential of γ representing the multiplicative change on E(Y ij ) corresponding to a one unit increase in the respective covariate when the log link is assumed. It was established that this model results in less efficient, imprecise and biased estimates with inflated type 1 error [24, 25] .
Results
The different models, mTP, TP with correlated random intercepts, TP with uncorrelated random intercepts wherein the zero and continuous parts are fit separately, and the one-part model that fits the zero and non-zero values together in one model and assumes that a single process generates these values, were all applied on the CTGF levels measured longitudinally presenting the outcome of interest. The objective was to identify factors that associate with the zero and non-zero processes that generate the CTGF values in order to gain insight on how these levels are regulated. Three different distributions were assumed for the continuous part of CTGF; gamma, lognormal and Weibull and their corresponding respective results are shown in (20) Tables 1, 2 , 3 wherein we included the slope estimates, its standard errors and P-values. The distribution that fits the data the most was the one that had the least measures of fit, Akaike information criterion (AIC), Bayesian information criterion (BIC) and log Likelihood values. Gamma distribution had the lowest AIC, BIC and log likelihood values indicating that it fits best the data for mTP and TP with correlated random intercepts models (Table 4) . Our results discussed in detail below indicated that mTP model gives parameter estimates that are consistent across all distributions while the other models had discrepancy in the hypothesis testing and inferences that were dependent on the distribution of the continuous measures. The models that appeared to have increased inconsistent, inaccurate and biased estimates are the one-part and two-part uncorrelated random intercepts models. The low coverage in the confidence interval and the inflated type 1 error in the one-part model and the attributed bias in the estimates under this model and the uncorrelated two-part especially when zero values are prevailing in the data, explain some of the contradictory results observed in this study. Our results showed that smoking status was significantly associated with an increase in the probability of non-zero values for CTGF. Specifically smokers had higher odds of 1.7-1.96 of getting non-zero levels of CTGF than nonsmokers with P-values ranging between < 0.0001 and 0.04 depending on the model. This result was consistently demonstrated for mTP, TP with uncorrelated and correlated random effects models, and for all 3 distributions. This result suggests that smoking is associated with increased plasma CTGF levels in type 1 diabetic patients. This lends support to previous findings that CTGF expression levels in pulmonary vessels Table 1 Parameter estimates for one-part model, two-part (TP) model with uncorrelated random effects, TP with correlated random effects, and marginalized two-part (mTP) models assuming gamma distribution for the non-zero component One-part model a fits the entire sample without distinction between zero and non-zero processes, so only one estimate for the intercept and one for time were generated. In one-part model b the parameter estimates for txt group and smoking represent the effect of these covariates on the CTGF levels themselves and not on the probability of non-zero values, unlike the TP and mTP models. TP model uncorrelated random effects c and TP model correlated random effects d generate estimates for the continuous part using only a portion of the sample pertaining to positive non-zero values. mTP model e provides estimates for the parameters in the continuous part for the entire sample (zero and non-zero values) isolated from smokers was higher than those from nonsmokers [26] . With respect to the impact of intensive glycemic treatment, its effect on the probability of non-zero values of CTGF varied between models and distributions. The mTP model consistently demonstrated its significant effects on the non-zero probability across all 3 distributions. Patients that were on intensive glycemic treatment had 1.34 times lower odds of getting non-zero CTGF values compared to patients on standard treatment (P-values were < 0.0001, 0.0113, 0.0125). Hence, mTP model showed that intensive glycemic treatment is associated with increased probability of having negligible CTGF values. However, the effect of intensive glycemic treatment was not consistently observed in the TP model with correlated random effects in all 3 distributions. In Table 1 , when the gamma distribution was used for the continuous measure and in Table 2 with the lognormal distribution, intensive glycemic treatment was significantly associated with decreased odds of having non-zero values for CTGF by about 1.6 times compared to patients on conventional glycemic treatment (P-values = 0.01 and 0.04). However, using the Weibull distribution for the continuous part (Table 3) , intensive glycemic treatment had a borderline significant effect with P-value of 0.0509. Given that the gamma distribution was the best fit for this data (AIC = 4279 Table 4 ), one can deduce that the odds of observing zero CTGF values is exp (0.6384) = 1.89 times higher in intensively treated patients compared to those on the conventional arm. On the other hand, the TP model with uncorrelated random effects failed to capture this significant association between the intensive glycemic treatment group and the probability of non-zero values (P-value = 0.0944). The
Model component

Table 2 Parameter estimates for one-part model, two-part (TP) model with uncorrelated random effects, TP with correlated random effects, and marginalized two-part (mTP) models assuming lognormal distribution for the nonzero component
One-part model a fits the entire sample without distinction between zero and non-zero processes, so only one estimate for the intercept and one for time were generated. In one-part model b the parameter estimates for txt group and smoking represent the effect of these covariates on the CTGF levels themselves and not on the probability of non-zero values, unlike the TP and mTP models. TP model uncorrelated random effects c and TP model correlated random effects d generate estimates for the continuous part using only a portion of the sample pertaining to positive non-zero values. mTP model e provides estimates for the parameters in the continuous part for the entire sample (zero and non-zero values) 16:301 fact that this model ignores the correlation between the two components and fits the zero part separately from the continuous part treating them as two independent entities might have lowered the power of hypothesis testing and introduced bias in the parameter estimates and inaccuracy in the results. Unlike mTP and TP, one-part model fits the entire sample and assumes that all values are obtained from a single process instead of two different zero and non-zero processes. Hence, parameter estimates under this model for treatment group and smoking represent the effect of these covariates on CTGF levels and not on the probability of non-zero values. Our results showed that under the one-part model treatment group had no effect on CTGF levels and this was consistently demonstrated for all 3 distributions (Tables 1, 2, 3 , one-part model). This result is not in agreement with mTP and clinical findings which supported the hypothesis that intensive glucose control regulates and lowers CTGF levels [7, 27] . As for smoking, its effect on CTGF levels were captured under lognormal Table 3 Parameter estimates for one-part model, two-part (TP) model with uncorrelated random effects, TP with correlated random effects, and marginalized two-part (mTP) models assuming Weibull distribution for the non-zero component One-part model a fits the entire sample without distinction between zero and non-zero processes, so only one estimate for the intercept and one for time were generated. In one-part model b the parameter estimates for txt group and smoking represent the effect of these covariates on the CTGF levels themselves and not on the probability of non-zero values, unlike the TP and mTP models. TP model uncorrelated random effects c and TP model correlated random effects d generate estimates for the continuous part using only a portion of the sample pertaining to positive non-zero values. mTP model e provides estimates for the parameters in the continuous part for the entire sample (zero and non-zero values) (P-value = 0.0289) and Weibull (P-value = 0.0471) distributions but not with Gamma distribution. This detected association showed that smoking contributes to decreased levels of CTGF which is not in line with the results from mTP and TP models as well as clinical findings [26] . This inaccuracy in the estimates could be due to the bias and lack of consistency in the parameter estimates attributed to one-part model. As for the continuous non-zero part, high density lipoprotein (HDL) was consistently associated with the non-zero values of CTGF, and this was demonstrated for the TP and mTP models and in all 3 distributions (all P-values < 0.05), except for the one-part model that failed to show this association and which could be attributed to the low coverage in the confidence interval of this model. When a significant association was captured, patients with higher plasma HDL levels appeared to have increased levels of CTGF. For example, under the gamma distribution and the mTP model, type 1 diabetic patients who have 1 mg/dl higher HDL had about 1.24% (ng/ml) increased levels of CTGF (Table 1 , P-value < 0.0001).
Model component
Duration of diabetes and gender consistently demonstrated a non-significant effect on the observed CTGF levels across the TP and mTP models with different distributions. However, the one-part model showed that duration of diabetes, and gender were significantly associated with CTGF only under the gamma and Weibull distributions respectively. These significant associations could be attributed to the fact that the one-part model has increased biased in its estimates and inflated type one error that lead to inaccurate conclusion of significant association when in reality a correlation does not exist. The increased bias and type 1 errors in the one-part model are triggered by the fact that under this approach and unlike the two-part models estimates are generated for the entire sample without distinguishing between the zeros and non-zeros when in fact these values are generated by two different processes.
Systolic blood pressure (SBP) did not have consistently detected effects on the observed values of CTGF in all four models. In this regard, SBP showed a positive significant effect on CTGF under mTP model and TP model with correlated random intercepts for all 3 distributions (P-values < 0.05). A borderline significant effect of SBP on CTGF was detected under TP with uncorrelated random intercepts model with gamma distribution (Table 1 , P-value = 0.0534), an insignificant effect with lognormal distribution under these same models ( Table 2 , P-value = 0.0801), and a significant effect for these models under the Weibull distribution (Table 3 , P-value = 0.0303). One-part model showed a non-significant association between SBP and CTGF for all 3 distributions which again could be attributed to the lower coverage in the confidence interval in this model. In addition, given that mTP model and TP model with correlated random effects have less bias in the estimates than one-part and TP with uncorrelated random intercepts models, then one can conclude that SBP has a significant positive effect on the observed non-zero CTGF values. If we were to interpret its marginal effect on the CTGF population mean under mTP model with gamma (Table 1) , we can deduce that when SBP increases by 1 mmHg the observed values of CTGF increase by about (exp(0.0243) − 1)*100% = 3% (ng/ml) on average.
When the effect of age on CTGF values was assessed, it also had inconsistent relationship with CTGF observed values that varied with each model. Both mTP and TP models with correlated random effects indicated a nonsignificant association between age and CTGF under all distributions. TP with uncorrelated random effects and one-part models showed significant effect of age on CTGF values (P-value < 0.05) for all distributions under the TP uncorrelated model, and for lognormal and Weibull under the one-part model. These significant results could be attributed to the inflation of type 1 error in the one-part model and TP model with uncorrelated random effects.
Our results also showed that HbA1c, a marker of metabolic control, was significantly associated with CTGF under mTP model with all 3 distributions. In this respect, an increase of 8 ng/ml in the marginal mean of CTGF was attributed to a 1% increase in HbA1c (P-value = 0.0005) under the gamma distribution. Similar interpretation can be drawn for mTP with lognormal and Weibull distributions. The TP model with correlated random effects showed a significant effect of HbA1c only with gamma distribution but did not capture any significant effect with the other distributions. This could be attributed to the fact that mTP had better precision and accuracy in the parameter estimates compared to all other models.
The TP model with uncorrelated random effects did not show any significant association for HbA1c with CTGF. This could be triggered by the decreased power in the hypothesis testing when the zero values are not incorporated in the analysis but rather analyzed separately. One-part model showed a significant negative association between HbA1c and CTGF under the lognormal and Weibull distributions which contradicts the hypothesized positive correlation between HbA1c and CTGF. Lack of precision and increased bias in the one-part model might have led to this inconsistent and inaccurate inference on the direction of the association between HbA1c and CTGF. Hence as previously indicated, our results suggested that mTP exhibited more accurate, precise and consistent estimates and inferences compared to the other models. This conclusion was further examined using a simulation study that intended to determine the performance of each of the models and which we discuss in the following section.
Simulation study
To assess the performance of each of the models: mTP, TP with correlated random intercepts, TP with uncorrelated random intercepts, and the one-part model, a simulation study was conducted wherein different proportions of zeros were included. We performed 1000 simulations with sample size of 200 and with 9 repeated measures and 30% proportions of zeros, and with 12 repeated measures with 50% proportion of zeros. The performance of each of the models was determined in terms of bias and mean square errors (MSE) and the smaller these performance indicators the more accurate and precise the model's estimates are. Our simulation results included in Table 5 indicated that mTP had the smallest bias and MSE compared to the remaining models and under the different zero proportions. In this regard, mTP had 35% decrease in bias and 88.4% decrease in MSE compared to TP with correlated random effects in the simulation study that had 30% proportion of zeros, and 39% decrease in bias and 98% decrease in MSE under the simulation study with 50% proportion of zeros. Hence mTP performed better than the TP with correlated random effect and this was evident in both studies especially in the case of higher zero proportion of 50%. In the simulation study with 30% zero proportion, TP with correlated random effect had a decrease of 7% to 12% in bias, and 18% to 21% in MSE compared to TP with uncorrelated random intercepts and the one-part model respectively. Similarly, under the simulation study of 50% zero proportion, a decrease of 2% and 9% was denoted for bias and 8% to 16% in MSE compared to the TP with uncorrelated random intercepts and the one-part model respectively. Hence, our simulation study results suggested that TP with correlated random effects had better performance than the remaining two models (TP with uncorrelated random effects and one-part model), and that mTP had smaller attributed bias and MSE compared to the other 3 models indicating better accuracy and precision of its estimates.
Discussion
In this manuscript, we present a novel application of a likelihood-based approach to analyze semicontinuous longitudinal data using a marginalized two-part model that we extended to incorporate longitudinal repeated measures. Various distributions were incorporated that included gamma, lognormal and Weibull. Random intercepts at an individual patient level were introduced in both the zero and non-zero components to account for the within subject correlation inherent due to the repeated measures on the same subject. We applied this model on a cohort of type 1 diabetic subjects with the aim of identifying clinical determinants that associate with CTGF, a pathogenic risk factor for diabetic complications. CTGF levels measured in this cohort displayed a mixture of negligible low values forming a point mass at zero and continuous observed positive values. The objective of this study is to determine what risk factors impact, these two components that ultimately result in CTGF levels. We also compared the estimates under different distributions using other models for analyzing semicontinuous longitudinal outcomes. The models explored here included in addition to marginalized two-part model, the two-part model with correlated, and uncorrelated random effects wherein, the continuous and zero components are fit separately, and the one-part model that provides estimates for the entire sample without distinguishing between the zero and non-zero processes. The marginalized two-part model allows for interpretation of the estimate in the continuous part as 1 unit increase in the covariate on the overall marginal mean comprised of zeros and non-zeros, while the effect of the estimates in the continuous part under the two-part model are interpreted conditional upon the values being observed. When the mTP model was applied on a cohort of type 1 diabetic patients, it gave consistent results for the parameter estimates across all 3 distributions, demonstrating robustness for the underlying distribution compared to one-part and two-part models with uncorrelated random intercepts. The clinical determinants that displayed significant associations with the probability of non-zero values for CTGF under the mTP model were the glycemic treatment and smoking status. However, the clinical Table 5 Simulation results for mTP, TP with parameters that were significantly associated with the continuous observed positive values of CTGF were HDL, HbA1c and SBP. In general, the TP model with correlated random effects resulted in estimates that are close to the parameter estimates under the mTP model but showed some discrepancy in the results of some clinical parameters that varied between the different distributions. Specifically, HbA1c was shown to be significantly associated with continuous observed values for CTGF under the TP correlated random intercepts with gamma distribution, but this association was not significant under the lognormal and Weibull distributions. Similarly, the intensive glycemic treatment group was shown to be significantly associated with the probability of non-zero under the gamma and lognormal distributions, but this association was not significant under the Weibull distribution. Gamma and lognormal distributions were better fit for this data given their lower AIB and BIC values and resulted in more stable results than TP with Weibull. This inconsistency in the inferences in the TP model with correlated random intercepts, could be attributed to its sensitivity to the underlying distribution and the true random effects structure, which is not the case with the mTP model [15] . It is worth noting here that from a clinical perspective, HbA1c was shown in some studies to be positively associated with CTGF levels, and treatment was shown to be correlated with the detection levels for CTGF [7, 27] .
With respect to the TP model with uncorrelated random intercepts and separate fitting of the zero and continuous components, this approach was consistent with the mTP and the TP models with correlated random intercepts in the inference for smoking that was shown to be significantly associated with the probability of nonzero. However, this was not the case with the parameter estimate for intensive glycemic treatment in the zero part, wherein this model failed to capture the significant effect of intensive treatment on the probability of nonzero measures. Similar result was obtained with HbA1c where a non-significant association was reached under this model with all distributions. SBP was shown to be significantly associated with the continuous part under the Weibull distribution, but not with lognormal or gamma distributions. This result is not in line with findings from other clinical studies that showed a significant association between hypertension and CTGF [7, 9] . The discrepancy in the inferences between the mTP model and the TP model with uncorrelated random effect could be attributed to the increased lack of efficiency, and bias in the parameter estimates due to ignoring the correlation between the random effects in the two components and fitting the zero and continuous parts separately [21, 28] .
The one-part model produced estimates and inferences that contradicted clinical findings. For instance this model suggested that increased HbA1c and smoking are protective factors that contribute to decreasing CTGF which is opposite of what has been clinically demonstrated [26, 27] . In this regard, CTGF levels were shown to be significantly associated with HbA1c in type 1 diabetic patients with nephropathy [27] . The expression of CTGF was also shown to be increased in the kidney and vasculature isolated from animal models of diabetes, implicating a role for hyperglycemia in modulating CTGF expression [29, 30] . Furthermore, hyperglycemia was shown to stimulate the expression of CTGF in mesangial cells, podocytes and vascular smooth muscle cells and this process involved activation of transforming growth factor beta, MAPK kinase pathway and protein kinase C [31] [32] [33] [34] . In addition, the one-part and two-part with uncorrelated random effects were the only models that detected a significant association between age and CTGF levels. This inaccuracy in the results could be due to the inflated type 1 error and negative bias that pose major disadvantages of the one-part model [35] .
A simulation study was conducted whereby two different proportions of zero values were considered (30% and 50%) to assess the performance of each of these models. Our simulation results showed that mTP had a superior performance in the sense that it had the smallest attributed bias and MSE compared to the other three models, which suggests better accuracy and precision of the estimates under mTP. This is in line with the results obtained from the clinical application previously discussed wherein we denoted that the mTP model generated consistent and robust estimates for the assumptions pertaining to the distributions of the continuous part and also accounts for the longitudinal measures and skewness in the data due to the point mass at zero. An advantage of this model resides in the consistency of the estimates and feasibility of its implementation, unlike most of the available approaches for fitting longitudinal semicontinuous data that are computationally intensive and difficult to implement [15] . Other approaches require high dimensional integrations of the stochastic processes in the marginal likelihood function which could be very complex and intractable [12] . As for the execution time, mTP and TP with correlated random effects needed more time to converge, which was about double the time needed for the TP with uncorrelated random effects and the onepart models. This increased execution time is not surprising given the complexity of the likelihood functions and its maximization under mTP and TP with correlated random effects compared to the simpler models of TP uncorrelated random effects that fits the zero and continuous components separately, and the one-part model
